INTRODUCTION
RBC transfusion was the first established transplantation procedure in clinical history, and is a common and indispensable clinical procedure. However, the supply of transfusable RBCs is insufficient in many countries. Thus, there is interest in the development of in vitro procedures for the generation of functional RBCs from hematopoietic stem and/or progenitor cells present in bone marrow or umbilical cord blood [1] [2] [3] . Human ES cells possess the potential to produce various differentiated cells able to function in vivo and thus represent another promising resource to produce functional RBCs.
Hematopoietic cells including cells of the erythroid lineage have been generated from mouse [4] [5] [6] [7] , non-human primate [8] [9] [10] , and human ES cells [11] [12] [13] [14] [15] [16] . We have recently established a method to culture hematopoietic cells derived from non-human primate ES cells long term in vitro [17] . The efficiency of generation of erythroid progenitors and/or RBCs varies based on the methods and ES cell lines used. Even with optimal experimental procedures and the most appropriate ES cell line, however, the generation of abundant RBCs directly from primate ES cells is a time-consuming process [17] . If human erythroid progenitor cell lines were established that could produce transfusable and functional RBCs efficiently, they would represent a much more useful resource to produce RBCs than ES cell lines.
Several mouse and human erythroid cell lines have been established. However, to the best of our knowledge, there is no cell line that can efficiently differentiate into enucleated RBCs. It is generally difficult to establish hematopoietic cell lines from adult hematopoietic stem or progenitor cells, since these somatic cells are quite sensitive to DNA damage and are unable to maintain the length of telomere repeats on serial passage [18] . By contrast, ES cells are quite resistant to DNA damage and maintain telomere length on serial passage [18] . Therefore, we speculated that these characteristics of ES cells may be advantageous for the establishment of cell lines, since differentiated cells derived from ES cells may retain such characteristics. In addition, mouse cells tend to immortalize more readily than human cells, as has been shown to be the case following the induction of pluripotent stem cell lines from somatic cells [19] [20] [21] [22] . Hence, we attempted to evaluate the feasibility of establishing hematopoietic cell lines, erythroid cell lines in particular, from mouse ES cells.
RESULTS AND DISCUSSION

Establishment of erythroid progenitor cell lines from mouse ES cells
To induce differentiation of hematopoietic cells from mouse ES cells, we cultured the latter cells using OP9 cells as feeder cells [5, 6, 23] in the presence of specific factors (Table 1 ). OP9 cells were used not only for induction of hematopoietic differentiation but also for establishment of cell lines in the early phase of long term culture of the induced hematopoietic cells (Table 1) . In most cases, the induced cells failed to proliferate within two months of the initial induction of differentiation from ES cells ( Table 2) . Induced cells that could proliferate continuously for approximately two months (60 days) were subsequently cultured in the absence of OP9 cells and in the presence of hematopoietic humoral factors ( Table 1 ). Cells that could proliferate in the absence of OP9 cells were cultured further. All established cell lines (Table 2) acquired independency from OP9 cells within three months of the initial induction of differentiation from ES cells. Approximately four months after the initial induction of differentiation of the cells, we evaluated the factors that were essential for the proliferation of each cell line (Table 1) . After this evaluation, each cell line was cultured in the presence of these essential factors with medium changes every two or three days.
In addition to the method described in Table 1 (Method A), we developed Method B in which the use of IL-3 was excluded from Method A through all procedures (Table 2) . We attempted long term culture of 63 lines, 51 lines with Method A and 12 lines with Method B, and succeeded in establishing five independent immortalized cell lines, 4 lines with Method A and 1 line with Method B (Table 2) . These five cell lines could proliferate continuously for more than one year. Morphological and flow cytometric analyses suggested that three of these lines were erythroid in nature, as shown below, and that the other two lines were mast cell-like ( Figures S1 and S2) . We designated the erythroid cell lines MEDEP (mouse ES cell-derived erythroid progenitor line) and the mast cell-like cell lines MEDMC (mouse ES cell-derived mast cell line). MEDEP-E14, MEDEP-BRC4, and MEDEP-BRC5 were derived from E14TG2a, BRC4, and BRC5 mouse ES cell lines, respectively. The presence of IL-3 in the culture medium (Method A) may not be necessary for the establishment of erythroid cell lines, as we were able to establish one erythroid line, MEDEP-BRC4, following culture of the cells in the absence of IL-3 (Method B) ( Table 2) . MEDEP cells could proliferate from single cells following sorting by flow cytometry (data not shown).
MEDEP-E14 and MEDEP-BRC5 cells retained morphological characteristics of erythroid cells ( Figure 1A ) and cytokine dependency ( Figure 1B ) after cloning. MEDEP-E14 and MEDEP-BRC5 were dependent on erythropoietin (EPO) and stem cell factor (SCF), respectively ( Figure 1B) . Although MEDEP-BRC5 appeared to respond to EPO ( Figure 1B) , it could not proliferate long term in the presence of EPO alone (data not shown). MEDEP-BRC4 also showed morphological characteristics of erythroid cells ( Figure S3 ) and could proliferate most efficiently in the presence of SCF, EPO, and dexamethasone ( Figure S3 ). The cytokine dependency of these cell lines has not changed for more than one year after the induction of their differentiation from ES cells.
RT-PCR analyses demonstrated that all MEDEP lines expressed genes specific for erythroid cells: GATA-1, EKLF (Erythroid Krüppel-like factor) and EPOR (erythropoietin receptor) ( Figure 1C and Figure S4 ). In addition, all MEDEP lines expressed a-and b-globin, but not c-, e-, or f-globin ( Figure 1C and Figure S4 ), indicating that they were adult and not primitive erythroid progenitor cells. Since the induction of definitive erythropoiesis, i.e., the induction of adult type erythroid cells, from mouse ES cells Method A, the method described in Table 1 has previously been reported [6] , all MEDEP lines appeared to be derived from adult type erythroid progenitor cells.
In vitro differentiation of MEDEP
Next, we evaluated the potential of MEDEP cells to differentiate into more mature erythroid cells. We found that all MEDEP lines could differentiate into more mature erythroid cells by the following treatments: deprivation of EPO for MEDEP-E14 ( Figure 2A) ; deprivation of SCF and addition of EPO for MEDEP-BRC5 ( Figure 2A ); and deprivation of SCF and dexamethasone and addition of EPO for MEDEP-BRC4 ( Figure S4 ). EPO appeared to be necessary for MEDEP-BRC5 and MEDEP-BRC4 cells to maintain cell viability during the differentiation process (data not shown). The three MEDEP lines exhibited differential expression of TER119 (a cell surface antigen specific for mature erythroid cells) and CD71 (transferrin receptor) (Figure 2A and Figure S4 ). For example, the expression of CD71 was slightly higher in MEDEP-E14 cells than in MEDEP-BRC5 cells (Figure 2A [25] . Consistent with the differences in their cytokine dependency (Figure 1B) , the MEDEPs appeared to represent different stages of erythroid differentiation. Despite these differences, following induction of differentiation in vitro by the methods described above, the expression of TER119 and CD71 in each of the MEDEP lines exhibited a pattern consistent with a more mature lineage (Figure 2A and Figure S4 ), indicating that each of the three lines was able to differentiate into a more mature lineage. At present, the cause of the variability between MEDEPs remains uncertain. However, these results clearly demonstrated that erythroid progenitor cells could be immortalized at different stages of their differentiation.
Notably, the vast majority of cells in each MEDEP line could differentiate into more mature cells, although each MEDEP line included cells possessing abnormal karyotypes ( Figure S5 ). This result strongly suggested that the cells possessing abnormal karyotypes still retained the potential to differentiate into more mature erythroid cells. In general, most immortalized cell lines are not necessarily homogenous in karyotype and/or characteristic, even after cloning. The emergence of cells possessing different karyotypes and/or different characteristics is often observed following long term utilization of immortalized cell lines. Hence, periodical recloning and selection of cell lines is recommended to maintain their characteristics.
Following induction of differentiation in vitro, cell pellets appeared red while the cell pellets before differentiation appeared white ( Figure 2B ). In addition, the appearance of enucleated cells following differentiation was demonstrated by flow cytometric analysis using SYTO85 staining ( Figure S6 ). Moreover, it was confirmed by morphological analysis that enucleated RBCs in addition to very mature erythroblasts were present following induction of differentiation ( Figure 2C, arrows) .
In vivo proliferation and differentiation of MEDEP
To evaluate the functional potential of MEDEP cells in vivo, we established a subline of MEDEP-E14 expressing Venus [26] as a marker, MEDEP-E14-Venus. Although the expression of TER119 was slightly higher in MEDEP-E14-Venus cells than in MEDEP-E14 cells (compare Figure 2A and Figure 3A) , MEDEP-E14-Venus cells retained the ability to proliferate (data not shown) and differentiate into more mature erythroid cells in vitro ( Figure 3A) .
In general, the ablation of endogenous hematopoietic cells in mice is required to detect transplanted hematopoietic cells efficiently. Acute anemia induced by phlebotomy or hemolysis is commonly applied in the study of urgent erythropoiesis [25, 27] . Hence, we induced acute anemia in mice by intraperitoneal injection of phenylhydrazine, an inducer of hemolysis, and transplanted MEDEP-E14-Venus cells (2610 7 cells/mouse) 24 hours later. Three days after cell transplantation, Venuspositive cells were present in the bone marrow and spleen ( Figure 3B ). Since the spleen is the major organ supporting urgent erythropoiesis [25] , the transplanted cells were observed more abundantly in the spleen than in the bone marrow ( Figure 3B ). Venus positive cells (the transplanted cells) demonstrated a phenotype consistent with differentiation into more mature erythroid cells ( Figure 3B ) compared to the phenotype of the cells just before transplantation ( Figure 3A, before differentiation) . Of note, MEDEP-E14-Venus cells differentiated into much more mature lineages in vivo than they did in vitro (compare Figure 3A and Figure 3B ).
To evaluate whether transplanted cells can proliferate in vivo, we determined the proportion (%) of Venus-positive cells and calculated the absolute number of Venus-positive cells in the spleen in a cell transplantation experiment performed similarly to that shown in Figure 3B . The absolute number of Venus-positive cells was elevated approximately two fold at three days after cell transplantation compared to that at one day ( Figure 3C ). This result indicates that transplanted cells can proliferate in vivo. However, this proliferation was transient and the transplanted cells did not form a tumor in vivo, as shown below.
The expression of Venus in the transplanted cells decreased following the differentiation of them, i.e., the expression of Venus was lower in TER119
++ cells than in TER119 + cells ( Figure 3A) . Thus, although we could not detect Venus-positive cells in peripheral blood (data not shown), it was highly likely due to the disappearance of Venus following the terminal differentiation. To confirm that MEDEP could differentiate into terminally-differentiated RBCs in vivo, we performed the following experiments.
Increase of RBC number in mice suffering from acute anemia following transplantation of MEDEP MEDEP cells (2610 7 cells/mouse) were transplanted 24 hours after induction of acute anemia. As a control experiment, MEDMC cells (2610 7 cells/mouse) were transplanted into control mice. Since 2610 7 transplanted RBCs correspond to a mere 2 ml of transfused cells, the number of RBCs in transplanted mice will only increase if these transplanted MEDEP cells proliferate to some degree and differentiate into terminally-differentiated RBCs in vivo. Five days after the transplantation, the peripheral blood was subjected to a blood count. The transplantation of MEDEP-E14 significantly ameliorated anemia compared to the control ( Figure 4A ). The data obtained from the mice transplanted with control cells ( Figure 4A ) did not differ significantly from the data obtained from the anemic mice that were not transplanted with any cells (data not shown).
Since the RBC count in peripheral blood reflects the number of enucleated cells, whereas erythroblasts (nucleated cells) are counted as white blood cell (WBC), the increased number of RBC observed in mice transplanted with MEDEP cells (Figure 4A ) indicated that the transplanted MEDEP cells could differentiate into enucleated cells very efficiently. Since the life span of RBCs is approximately 50 days in the mouse, it is highly likely that the RBCs produced from the transplanted MEDEP cells accumulated in the transplanted mouse.
Increases in mean corpuscular volume (MCV), mean corpuscular hemoglobin (MCH), and MCH concentration (MCHC) ( Figure S7 ) are commonly observed in the recovery phase of acute anemia [25] . In addition, an increase in the number of WBC observed in the recovery phase of acute anemia ( Figure S7 ) is due to the presence of erythroblasts in the peripheral blood, since erythroblasts are counted as WBC by the automatic counter [25] . Given that there was no difference in MCV, MCH and MCHC levels between the two groups in the recovery phase of acute anemia ( Figure S7 ), RBCs derived from MEDEP cells in vivo appeared to possess characteristics quite similar to those derived from erythroid progenitor cells in the host mice. Twenty-six days after transplantation (27 days after the induction of acute anemia), all mice had recovered from the anemia and there were no differences in the blood counts of the two groups ( Figure 4A and Figure S7 ). The transplantation of MEDEP-E14-Venus and MEDEP-BRC5 cells also ameliorated anemia compared to the control (Table 3) . However, the transplantation of MEDEP-BRC5 cells appeared to be less effective for amelioration of anemia than MEDEP-E14 cells (compare Figure 4A and Table 3 ). Given that the in vitro proliferation activity of MEDEP-BRC5 cells was lower than that of MEDEP-E14 cells (Figure 1B) , the in vivo proliferation activity of MEDEP-BRC5 cells might have also been lower than that of MEDEP-E14 cells. In addition, hemoglobin synthesis in MEDEP-BRC5 might have been less efficient than that in MEDEP-E14 ( Figure 2B and Table 3 ).
Immunogenicity of human ES cell derivatives is one of the potential obstacles to the clinical use of them [28, 29] . In fact, transplanted MEDEP cells could not ameliorate acute anemia in mouse strains other than those from which each individual line was derived or in immuno-deficient mice, suggesting immunological rejection by the heterologous strains. Hence, if human erythroid cell lines could be established, the clinical application of such cell lines may require many cell lines expressing the different major histo-compatibility (MHC) antigens.
Lack of tumorigenicity of MEDEP
Approximately three months (82 days) after transplantation, Venuspositive cells were absent from the bone marrow and spleen of mice transplanted with MEDEP-E14-Venus cells ( Figure S8 ). In addition, although we observed all other transplanted mice up to 6 months after transplantation, no tumor was observed in MEDEP-transplanted mice or MEDMC-transplanted control mice (data not shown). Furthermore, subcutaneous transplantation of MEDEP cells (2610 7 cells/injection site) did not give rise to any tumors, whereas subcutaneous transplantation of the same number of parent ES cells led to the formation of a teratoma (data not shown).
Nevertheless, if human erythroid cell lines were established, the tumorigenic potential of those cell lines should be thoroughly analyzed prior to use in the clinic [30, 31] . It may be advisable to engineer such cells so that they could be eliminated should a malignant phenotype arise for any reason [32] . 
RBCs derived from MEDEP are functional in vivo
To confirm that the RBCs derived from the transplanted MEDEP cells are functional in vivo, we monitored the response of transplanted mice to a second induction of hemolysis. Similar to the experiments shown in Figure 4A and Table 3 , a prior induction of hemolysis and subsequent cell transplantation were performed. A second induction of hemolysis was performed five days after the cell transplantation ( Figure 4B ). Analysis of blood count was not performed at any time point in this experiment, because collection of peripheral blood would affect the results. We observed that one out of eight mice in the group transplanted with MEDEP-E14 cells died while seven out of eight mice in the group transplanted with control cells (MEDMC-NT2) died ( Figure 4B ). The mice that did not receive any transplanted cells demonstrated a mortality similar to that of mice transplanted with control cells (data not shown). This result was consistent with the increased RBC number five days after cell transplantation ( Figure 4A) . In other words, this result indicated that RBCs derived from MEDEP cells were functional in vivo and that mice transplanted with MEDEP cells could survive the induction of severe acute anemia following a second induction of hemolysis.
Concluding Remarks
At present, we cannot precisely describe the exact mechanism underlying the establishment of differentiated cell lines from ES cells. Nevertheless, our results clearly indicate that we can reproducibly obtain useful erythroid cell lines from mouse ES cells. Given that differentiation strategies developed for mouse ES cells can differ from methods applied to human ES cells in many cases [33] , the method we developed here may not be applied to human ES cells directly and some modifications may be necessary. However, considering the number of human ES cell lines that have been established so far, we believe that these human ES cell lines, at least in part, should exhibit the potential to produce erythroid cell lines. In addition, our results strongly suggest the possibility of establishing useful cell lines committed to specific lineages other than hematopoietic progenitors from human ES cells.
The induction of terminally differentiated cells that no longer proliferate should enable clinical applications of ES cell derivatives without an associated risk of tumorigenicity. For example, RBCs lack nuclei following terminal differentiation, and thus are highly unlikely to exhibit tumorigenicity in vivo. As such, even if the original ES cells and/or their derivatives possessed abnormal karyotypes and/or genetic mutations, they may nonetheless be useful for clinical applications, provided that they can produce enucleated RBCs. In fact, although our MEDEP lines included many cells possessing abnormal karyotypes (Figure S5 ), the vast majority of cells in each cell line could nevertheless differentiate into mature erythroid cells (Figure 2A) , including enucleated cells ( Figure 2C) .
We showed a model of transplantation therapy using MEDEPs in this study as an application of ES cell-derivatives. On the other hand, methods to produce enucleated RBCs abundantly from human hematopoietic stem cells in vitro have recently been reported [2, 3] . Therefore, once appropriate erythroid cell lines have been established, it would be possible to use such methods to produce enucleated RBCs from such cell lines in vitro. The establishment of a human erythroid cell line lacking the genes to produce the A, B, and RhD antigens would be a universal resource for clinical application, since the cell line produces O/RhD(-) RBCs which are transfusable into all individuals in theory.
MATERIALS AND METHODS
Mouse ES cell lines
Mouse ES cell lines, E14TG2a and D3, were obtained from the American Type Culture Collection (ATCC; Monassas, VA, USA). E14TG2a and D3 were derived from 129/Ola and 129/Sv+c/+p mice, respectively. Other mouse ES cell lines were obtained from the Cell Engineering Division of RIKEN BioResource Center (Tsukuba, Ibaraki, Japan). TT2 was derived from F1 C57BL/6 and CBA mice. BRC4, BRC5, BRC6, and BRC7 were derived 
Establishment of hematopoietic cell lines from mouse ES cell lines
The feeder cell line, OP9 [23] , used to induce hematopoietic differentiation of ES cells [5, 6] was obtained from the Cell Engineering Division of RIKEN BioResource Center and was cultured in Minimum Essential Medium-a (MEM-a; SIGMA) containing 20% fetal bovine serum (FBS; SIGMA). Before OP9 cells were used as feeder cells, they were irradiated with c-rays (50 Gy).
The basal medium used throughout long term culture was Iscove's modified Dulbecco's medium (IMDM; Invitrogen) containing the following materials: 15% FBS (SIGMA); 10 mg/ ml bovine insulin, 5.5 mg/ml human transferrin, and 5 ng/ml sodium selenite (ITS liquid MEDIA supplement; SIGMA); 50 mg/ ml ascorbic acid (SIGMA); 0.45 mM a-monothioglycerol (SIG-MA); 100 unit/ml penicillin, 100 mg/ml streptomycin, and 2 mM L-glutamine (PSQ; Invitrogen).
Specific factors used were as follows: mouse vascular endothelial growth factor (VEGF, 20 ng/ml; R&D systems, Minneapolis, MN, USA), mouse insulin-like growth factor-II (IGF-II, 200 ng/ ml; R&D systems), mouse stem cell factor (SCF, 50 ng/ml; R&D systems), human erythropoietin (EPO, 5 unit/ml; KIRIN Brewery Company, Tokyo, Japan), mouse interleukin-3 (IL-3, 10 ng/ml; R&D systems), and Dexamethasone (Dex, 10 26 M; SIGMA). We developed two different methods to establish hematopoietic cell lines from mouse ES cells, Method A and Method B. Method A is described in Table 1 . In Method B, the use of IL-3 was excluded from Method A through all procedures.
Viable cell number was assessed using an automated cell counter and an assay based on the trypan blue dye exclusion method, ViCell TM (BECKMAN COULTER, Fullerton, CA, USA). Morphology of the established cell lines was analyzed after Wright-Giemsa (Sysmex International, Kobe, Japan) staining.
inducer of hemolysis, at doses of 60 mg/kg body weight for NOD/ shi-scid Jic mice and 80 mg/kg body weight for C57BL/6NCrj mice. The second induction of hemolysis shown in Figure 4B was performed at a dose of 80 mg/kg body weight in NOD/shi-scid Jic mice.
Transplantation of cells
Cells (2610 7 cells/mouse) were injected into the tail vein of an 8-week-old female mouse.
Blood count
Peripheral blood samples were obtained from the retro-orbital venous plexus. We estimated the number of white blood cells, red blood cells, and platelets, in addition to the hemoglobin concentration and hematocrit, using an automated Celltac a MEK-6358 counter (NIHON-KODEN, Tokyo, Japan).
Statistical analysis
All statistical analyses were performed using Statcel (OMS company, Saitama, Japan) analysis software. As for the twosample t-test, the data were analyzed by the F test for variance followed by the Student's t-test.
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